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(gl R EGREERE R 430070)
CEBIMHAF LD THREE EM 350007

B B BATRELIRY (Preudomonas pseudoalcaligene) 5 DNA £ San3 Al #4- BRI #
35~ 50 kbDNA A B 54 BamHI £itE{t & CIAP ZbER3E R ¥E s plI28s £ 8, I A BB #F M LE392
HEE HBEFEHEANENEECE, B THREHEFEAMEATFRERNRE
T K8 — R LA W SR T I 17 B 15 1k A BBk LE392 (pHZ1401). BG4 pHZ1401 HASSH IR
DNARF B #fT R, AW 2548 T R A 68 A8 W B HBI0L(pHZL402) #
HBI101(pHZ1403), 15 BIR#H 29 kb 3.0 kb T E. PSR BAH 2o ER
K. HB101(pHZ1403) B4 8 05 8 i5 vk 1 HB101 (pHZ1402) & 4 4%, & H K H 60 5 15,
X X-wENRE, WhREneE, XERE

WA R AWM &4 T/ RMBIEN 4 79 H mEae — M8, Kmish G-
Yo Hh R H M — A IR, TR -MEEN T M NATRRMT. #
B EEREAERFIFEAL. N RRXXBY~BAEEENERANE. 554, 8
Pimg X KR MO EAER T AMERERES THBENTHRELD, MUAELFE
MSEMN#HTHAE —EOEE. Hij, AfREERAEFR LEMNE CBIMER, 5
RARZERS R, UREEHREN R, FFBELT TN —REW, BRIEN
MM AThRERI M SRR, 257 B A M B 7= A A9 i B B B A R B RE S A Rt SR RO 4R
A HE—BEPHEETERAE) EXHAR. EEREGT, ZEARSRE, AR
FHTEEUHE T A ER, Hit, RINZATHBS TREBRAERR, REX
7R AR S B PR A B, DL R AT B ST T, A SCRPRGE X A4 SERE
X,

1 HRFF &%

1.1 #¥H

1.1.1 EMAER. X7-RBBERE (pseudomonas pseudoalcaligene) H BB MK EE
Y TR EREM. XBHITHE BHB2688. BHB2690 AR AN EAERED, KBTHE

» ARARBEEETASREBERFES BFRZE M AA XS AT INA RN,
#F X T 1996586 H 24 H i A,
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LE392. HB101 #£ A5 TE £, ¥5 8L plJ285(38 kb, R cos i A MEFHFRBEMUHERN)
HERL pUCH L8 (FE 20 YE 5 RE #8440 o) B 3% F0 4% 40 4 ) 30K (2140 (3],

112 BHEEEERELEE. KBTFEM LB K LA %Y, 38 YHE, B 100 pg / ml 895
¥HFEXR.EFBERITC. X RBAREANREE LAEFE AR, BOE-MIERE
HEREERE (%) HE B 25 EKK 10, /DES 1.0, NaNO,0.5, K,HPO, 0.5,
pH9.4~9.6, H SRR AL K 28C.

1.1.3  E§ANAN: Sau3AlL BamHI, T,DNA ligase. CIAP #l RNase % T H M B Promega.
Gibco-BRLF Boehringer ¥ 20 7], E¥XHHBEMP /T B WA EXEMPEARLFL

1.2 FiE

120 EEUEMHERE. WI0R [2).

1.2.2  FHYEE A T 000G B G S A0 0% 26 B BE B RS IE PR GO R . DA T RR H T AR g
TR, UEEM ERETYHTER. UNOHEERER" T BRI 8E .
123 MH#E#EEAFHOTERE. WCH [2]. '

2 X

21 EREXE

211 AR BHEEWNSBERERY.
e xh kK B#F B BHB2688 1 BHB2690 # 17
AREEBRERENEE. XFAKARR
IR B S0 A 5 SN R UR, W o] B TR AT
B HEaaEEARRY. BEERY
FIAMEH (K DNA BT MMM E. SR W
7.8 % 10%.

212 EHBELEMESDS DNA MRS
DB S BEAZENES DNAY, B
HMUI&E. REBUERFRFEEPE
35~ 50 kb B9 &4 x5 DNA #17 K 2 8§
B.210%~40% EEBREHEEL. BAH
B UL OE, 4 3% W £ 35~ 50kb 9 DNA K
B

B 1 483 pHZ1402 # pHZ1403 0K BB AT 8

213 ¥ BY. £ BamHI k. difk.
BN p28s Bk S5 S EADKINE
HELAOIIMS FHOER, B, HAORRE
PR YRS TB PA K EEO KB
B LE392 i 37 8 3% 52 8, AT 3K 43 1 000
Z4EAT.

22 MERN

M1000 MERTFHRYMBENRE

B B i) BB i S S
1.HBI01(pHZ1402); 2. MR EAKEENER
MELEHEREXLME— T~ ERET; 3. HBIOI

(pHZ1403): 4. KEG#F M HBIOL.
Fig.1 Lipase activity of E coli carrying pHZ1402
and pHZ1403 respectively
1. HBI101(pHZ1402); 2. Asubclone which has a halo
on the tributyrin agar plate and no orange
fulorescent halo on olive oil and Rhodamine-B
agar plate; 3. HB101 (pHZ1403); 4. E. coli HBIOL.
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KEEHEMELA T, HEMNHEATERG, KB EH LE392 (pHZI401 )} £ #4 350nm F K
HAHEa%EE, WA N e BE LE32 AR 2k #hag e ig.
2.3 pHZ1401 MITETERE

%t pHZI401 M AT A B ST/ /R, AR T T 4sko kAL BB EME Y
DNA FE. ¥ pHZ1401 A Sau3AT K64, UL pUCTIS A #E#T s ke, ATRB RIS T
R T SRS T MU HEEMEE, 2B B HIER T R T AR G B &
BIEHE, ENE HB101 (HZ1402) 1 HB101 (pHZ1403). 15 & T i /9 5% Y6 B LU T & 22 5%
MAkEE, AMLIPFAH BREE(E D).
2.4 EREFHERBNBTSH

4+ 51 H EcoRl. Sacl, Kpnl. Smal, Xbal. Sall. Pstl # HindIH /AR 4 Y185 5 pHZ1402 fi

. ﬁ'ﬂ E g pHZ1403 #1785 V1 5 4, #4E S
nsert in , N B OIS 4RIE 2 BTR, pHZ1402 )
pHZ1403 AT H RSN A B
pHZ1402 EUH kb EBRE, RERIEH
B A A EELAEIX 2kb A DNA
pHZ 1403 T I M.
25 MR
U T TP W T 25 R B BN, HB10)
° ' ? i : S¥ (pHZ1402) . HBLO) (pHZ1403) &
E2 pHZI402Fi pHZ 14036 5 51 85 1 15 HBIOI F R AT AMEFHE
FigZ Restriction maps of pHZi402 and pHZ1403 BH=TEHWET®RL,37C

¥ 24 h G, FTRUE B, HBI01 (pHZ1403) = M7k i I B K, UB101 (pHZ1402) K2, 10
A ATHELME R/, KIEHE HB101 RITISHBHEE.

A NaOH H # 7 & % #8885, % HB101 (pHZ1403).HB101 (pHZ1402) # T
LB,37C# A 220 v/ min ¥ FE 16 h, BIE L HIR 102u/ ml.25u/ml. XFFREERE
BMTHERBFRE 28CHE K220/ min) W F 320, BIER 200/ m, B,
HB101 (pHZ1403) B 47 i &9 B§ 65 75 4 27 HB101 (DHZ1402) 89 445, M L E A PR B Bk &
FREAREFSDHEOEER 5 &,

3 it

AN EERMAAZTRINMETRREAEN. B EZVREEEE
AFERNKRE Bk, AXBRYROGEREENE LS FRE T H 4L %
FEHEE, IREHE D TSN Nk, AACEREGIEESIEIBER
B 9 Bk

MEBHOZXMHE TERNAMTRARFEBEGAEER. HHORNMHNE
REBFHIBNEN UM ERBTHREATARERASERY. BELBEHME
Ui 4r ., pHZ1403 (6.2kb) 5 pHZ1402 (6. 1k0) ¥4 R BEF & kb WEB X, E—E
ETHEMEEHAEAR(E?2), REEpHZIM FENLTSAZE EHN T HEE
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FHER pHZI42 FHEUTHAER THMN HERHE, SR TR IR DNA £ &I
KNGO RBAXFHELAFH L PR,

2 % x ®&
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CLONING AND EXPRESSION IN ESCHERICHIA COLI
OF AN ALKALINE AND THERMOSTABLE EXOLIPASE FROM
PSEUDOMONAS PSEUDOALCALIGENES

Weng Lixing? Hu Zhihao' Deng Zixin' Shi Qiaogin® Wu Songgang’® Li Fudi'
(' Huazhong Agriculture Universtity, Wuhan 430070}
(*Fujian Normal University, Fuzhou 350007)

Abstract A gene coding for an alkaline and thermostable exolipase of Pseudomonas
pseudoalcaligenes was cloned nto Escherichia coli LE392 by inserting Saud Al-
generated DNA fragments into the BamHI site of plI285. Four colonies with esterase
and lipase activiies on the tributyrin agar plate were isolated by screening the
constructed pseudomonas pseudoalcaligenes genomic library. Only one out of the four
positive colonies showed lipase activity on the agar plate contatining olive oil and
Rhodamine—B. Subclones of the 45 kb insert carrying lipase gene was obtained in E.
cofi HB101 using pUCI18 as a vector, two of which (HB10I (pHZ1402)and HB10]
(pHZ1403)), retained lipase activity, but the level seems to be different. They carried
3.0 kb and 2.9 kb inserts with a 2 kb overapping sequence. The lipase activity of
HB101 (pHZ1403) is about 4 times higher than that of HBI01 (pHZI1402),as 5 times
as that of original strain P. pseudoalcaligenes.
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